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IN THE CLAIMS 



Please amend the claims as follows. This listing replaces all prior versions. 



1. (Currently amended) A method for determining active plasminogen activator inhibitor-Type 
1 (PAl-1) in a biological fluid, t h e m e th od^comprising the s t ep*, uf. 

(i) providing a sampl e of a biulugkal fluid; and 

(n) measuring the amount of PAI-l/multimeric vitronectin complex in a sample of tfofi 

hinlneir.al fluid the sampl e t o determine active PAH in the **TTTp ^m'ninpi> a i flniH 




2. (Currently amended) The method of claim l t wherein step (n )m eASttring th£ ammmt nf PAJ- 

1 /multimeric vitronectin rnmplpy in thft sample comprise s the SlCpfr uf : 

(a) contacting the sample either simultaneously or stepwise with a first antibody which 
binds selectively to PAI-1 and a labelled second antibody which binds selectively to 
multimeric vitronectin; and 

(b) determining the second antibody bound to the complex to measure the amount of 
PAH /multimeric vitronectin complex in the sample. 

3. (Currently amended) The method of claim 1, wherein ttrfT^p^fft Tneagnririg th* amount nf paj, 
1/mnltimfiric vitronectin complex in thf? sample comprises the steps-rf; 

(a) contacting the sample either simultaneously or stepwise with a first antibody which 
binds selectively to multimeric vitronectin and a labeled second antibody which 
binds selectively to PAI-1; and 

(b) determining the second antibody bound to the complex to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

4. (Currently amended) The method of claim 1, wherein step (i i Warring the ^ nnnt nf PAT- 

1/miiltimftrir: vftmnflrtiw rnmplfty in thft ft*Tnp]f} comprise s t he St e ps uf : 

(a) contacting the sample either simultaneously or stepwise with a first antibody which 
binds selectively to PAI-1 and a labeled second antibody which binds selectively to 
multimeric vitronectin; 

(b) separating the PAI-l/multimeric vitronectin/first antibody/second antibody complex 
formed in step (a) from the sample; and 

(c) determining the second antibody bound to the complex to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

5. (Currently amended) The method of claim 1, wherein <tqT-tt ftmea<Mring the amount nf pat, 
,1/multimeric vitronectin complex in thfi samplfi comprise s the steps uf : 

a) contacting the sample either simultaneously or stepwise with a first antibody which 
binds selectively to multimeric vitronectin and a labelled second antibody which 
binds selectively to PAI-1; 

(b) separating the PAI-1 /multimeric vitronectin/first antibody/second antibody complex 
formed in step (a) from the sample; and 
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(c) determining the second antibody bound to the complex to measure the amount of 
PAI- 1/muttimeric vitronectin complex in the sample. 

6. (Currently amended) The method of claim 1, wherein ste p (ii )m eflsiirma thp ann-mTit pat. 

1/millHmftrm vittrmftrtin rtomplfty iti ih* caynpl* comprise s tllC St e p!) u£ 

(a) simultaneously contacting the sample with a first antibody which binds selectively to 
PA1-1, the first antibody being immobilized on a solid support, and with a labelled 
second antibody which binds selectively to multimeric vitronectin; and 

(b) determining the second antibody bound to the solid support to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

7. (Currently amended) The method of claim 1„ wherein uep fti) »i eaBiirmg th* amount nf^^ f. 
l/fflulrimfTio vitronectin complex in the gfl-mplR comprises Hie steps uf : 

(a) contacting the sample with a first antibody which binds selectively to PAI-l t the first 
antibody being immobilized on a solid support; 

(b) contacting the solid support with a labelled second antibody which binds selectively 
to multimeric vitronectin; and 

(c) determining the second antibody bound to the solid support to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

8. (Currently amended) The method of claim l t wherein stgp-fn WflgimTi g th P amount pat, . 
J/muttimerif: vitronectin complex in the sample comprise s the bl e ps uf : 

(a) simultaneously contacting the sample with a first antibody which binds selectively to 
multimeric vitronectin, the first antibody being immobilized on a solid support, and 
with a labelled second antibody which binds selectively to PAI-1; and 

(b) determining the second antibody bound to the solid support to measure the amount of 
PAl-1/multimeric vitronectin complex in the sample. 

9. (Currently amended) The method of claim U wherein s t e p ( ii ) m easiiring ih^ nmnnnt of PAi- 
1/mnUimmc vitronectin complex in the, sample comprises Hie bleps of f: 

(a) contacting the sample with a first antibody which binds selectively to multimeric 
vitronectin, the first antibody being immobilized on a solid support; 

(b) contacting the solid support with a labelled second antibody which binds selectively 
to PAI-1; and 

(c) determining the second antibody bound to the solid support to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

10. (Currently amended) The method of claim J, wherein s t ep (rr)mfiasnjriuag^ a m ount of PAT- 
1 /multimeric vitronectin complex in the sample comprise s die &tepv uf : 

(a) contacting the sample with a first antibody which binds selectively to PAI-1, the first 
antibody being immobilized on a solid support; 

(b) contacting the solid support with a second antibody which binds selectively to 
multimeric vitronectin; 

(c) contacting the solid support with a labelled third antibody which binds selectively to 
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the second antibody; and 
(d) determining the third antibody bound to the solid support to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

11. (Currently amended) The method of claim 1 T wherein &teu (j^ m easatmiig the ammmt nf pal, 
l Anultimeric vitrrmfirtin complex in trip sample comprise s t he stepa, uf : 

(a) contacting the sample with a first antibody which binds selectively to multimeric 
vitronectin, the first antibody being immobilized on a solid support; 

(b) contacting the solid support with a second antibody which binds 
selectively to PAI-1; 

(c) contacting the solid support with a labelled third antibody which binds selectively to 
the second antibody; and 

(d) determining the third antibody bound to the solid support to measure the amount of 
PAI-I/multimeric vitronectin complex in the sample. 

12. (Currently amended) The method of claim U wherein ste p (rfj m gaamiig thp amount nf pat, 
1/multiTTifiriri.virrnTiectiri nnmplftv in thp samplp comprises t he S t eps of : 

(a) contacting the sample, either simultaneously or stepwise, with a first antibody which 
binds selectively to PAI-1 and to which is attached one member of a capture pair and 
with a labelled second antibody which binds selectively to multimeric vitronectin to 
form a mixture; 

(b) contacting the mixture with a solid support on which is immobilized the other 
member of the capture pair; and 

(c) determining the second antibody hound to the solid support to measure the amount of 
PAI-l/multimeric vitronectin complex in the sample. 

13. (Currently amended) The method of claim 1, wherein *frrp (trj m easuring the amount nf pat , 
1/multimflric vitronectin complex in the sample comprises the steps of f: 

(a) contacting the sample either simultaneously or stepwise, with a first antibody which 
binds selectively to multimeric vitronectin and to which is attached one member of a 
capture pair and with a labelled second antibody which binds selectively to PAI-1 to 
form a mixture; 

(b) contacting the mixture with a solid support on which is immobilized the other 
member of the capture pair, and 

(c) determining the second antibody bound to the solid support to measure the amount 
of-PAl-l/multimeric vitronectin complex in the sample. 



14. (Previously presented) The method according to claim 1 wherein the biological fluid is 
selected from the group consisting of whole blood, plasma, serum, urine, saliva, amniotic fluid, 
cerebrospinal fluid and a tissue extract. 

15. (Previously presented) The method according to claim 1 wherein the biological fluid is 



PAGE 7/11 * RCVD AT 11/21/2005 4:08:01 PM [Eastern Standard Time]* SVR;USPTO-ff XRF-8/35 * DNIS:2738300 * CSID:919 854 1401 * DURATION (mm»ss):04-20 



NOV. 21.2005 4:11 PM 9 19-854-1401 MBS&S 



NO. 273 1 P. 8 



ATTORNEY DOCKET NO. 95303 
Application Serial No. 10/049,727 
Page5 

whole blood, plasma or serum. 

16. (Currently amended) The method according to claim +3* wherein the second antibody is 
labelled with a directly detectable labeL 

17. (Currently amended) The method according to claim tX wherein the second antibody is 
labelled with a component of a signal-generating system, 

18. (Original) The method of claim 17 wherein the component is an enzyme selected from the 
group consisting of alkaline phosphatase, amylase, luciferase, catalase, beta-galactosidase, glucose 
oxidase, gIucose-6-phosphate dehydrogenase, hexokinase, horseradish peroxidase, lactamase, urease 
and malate dehydrogenase. 

19. (Currently amended) The method according to claim iX wherein the second antibody is 
labelled with a fluorophore. 

20. (Original) The method of claim 19 wherein the fluorophore is selected from the group 
consisting of a coumarin, a rare earth metal ion, chelate or chelate complex, a fluorescein, rhodamine 
and a rhodamine derivative. 

21. (Currently amended) The method of any of claims 1 u> H nlaim \ wherein the second 
antibody is labeled with a luminescent material. 

22. (Original) The method of claim 21 wherein the luminescent material is selected from the 
group consisting of a cyclic diacyl hydrazide, luminol, isolirminol, an acridinium ester, a 
pyridopyridazine, a dioxerane, a bioluminescent protein and a luciferase. 

23. (Previously presented) The method of claim 1 wherein the second antibody is labelled with a 
label selected from the group consisting of a metal complex, a stable free radical, a vesicle, a 
liposome, a colloidal particle, a latex particle, a spin label and biotin/avidin. 

24. (Currently amended) The method of any on e uf Udiius 0 lo Br daimjS, wherein the solid 
support is selected from the group consisting of an ELISA plate, a polyacrylamide matrix, a 
polystyrene tube, polystyrene beads, latex particles, paramagnetic particles, acrylic particles and 
gelatin particles. 

25. (Original) A kit for determining active PAI-1 in a biological fluid comprising: 

(a) a first antibody which binds selectively to PAI-1; and 

(b) a labelled second antibody which binds selectively to multimeric vitronectin. 

26. (Original) A kit for determining active PAI-1 m a biological fluid comprising: 

(a) a first antibody which binds selectively to multimeric vitronectin; and; 

(b) a labelled second antibody which binds selectively to PAI-1 . 
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27. (Previously presented) The kit of claim 25 wherein said first antibody is immobilized on a 
solid support. 

28. (Previously presented) The kit of claim 25 further comprising a set of calibration standards. 

29. (Original) A kit for determining active PAI-1 in a biological fluid comprising: 

(a) a first antibody which binds selectively to PAI-1; 

(b) a second antibody which binds selectively to multtmeric 
vitronectin; and 

(c) a labelled third antibody which binds selectively to said second antibody. 

30. (Previously presented) The kit of claim 29 wherein said first antibody is immobilized on a 
solid support. 

31. (Currently amended) The kit of claim 29 further comprising a set of calibration is-standards. 

32. (Previously presented) The kit of claim 26 wherein said first antibody is immobilized on a 
solid support. 

33. (Previously presented) The kit of claim 26 further comprising a set of calibration standards. 



PAGE 9/11 * RCVD AT 1 1/21/2005 4:08:01 PM [Eastern Standard Time] * SVR:USPTO£FXRF-6/35 * DNIS:2738300 * CSID:919 854 1401 * DURATION (mm-ss):04-20 



